The identification and subsequent purification of receptors rely on specific and sensitive assay techniques. One of the most useful methods for assaying the nAChR* is based on the specificity of the receptor for both the covalent affinity label MBTA and for a-neurotoxins, particularly aBgtx. The assay method involves reduction of a disulphide bond at the periphery of the acetylcholine-binding site on the nAChR by low concentrations of dithiothreitol; one of the resultant thiol groups formed is then alkylated by the affinity label MBTA (Karlin & Cowburn, 1973; Karlin et al., 1976) . We describe here the binding of I3HIMBTA to a membrane-bound and a partially purified putative nAChR from Musca domestica.
The membrane-bound receptor was isolated by using the method described by Hall (1980) . Housefly heads (40 per ml) were homogenized in 10mM-phosphate buffer (pH 7.4) containing 1% sucrose, 0.1 mM-phenylmethanesulphonyl fluoride, 0.1 pg of pepstatin/ml and 20 Kallikrein inhibitor units of aprotinin/ml and a 500g supernatant fraction was centrifuged at 20000g for 20min. The 20000g pellet fraction contained the membranebound acetylcholine receptor, which was identified by its ability to bind aBgtx and other cholinergic ligands. The receptor was prepared in a solubilized form by using the method of March et al. (1980) and partially purified by chromotography on Naja a-toxin and concanavalin A affinity columns. The kinetic characteristics of the I'25-aBgtx binding to both the partially purified and the membrane-bound preparations were determined by using a modification of the DEAE-cellulose disc method of Schmidt & Raftery (1972) . The membrane-bound and partially purified receptors were both labelled with 13H]MBTA by the method of Karlin et a/.
(1976), but omitting the Triton X-100 from the buffer solutions.
The extent of specific t3H1-MBTA binding is taken as the amount of I3HIMBTA bound in the absence of a-toxin minus that bound when a-toxin is present. It was shown that Naja toxin (3pg/ml), aBgtx (3pg/ml) or carbamylcholine chloride (1 mM) all blocked the binding of [ )H]MBTA, but in our experiments aBgtx was routinely used for measuring nonspecific binding.
The binding of [3H]MBTA was found to be dependent on the presence of dithiothreitol and was found to be linearly related to the protein present between W p g of protein per assay. Maximal binding of 13H1MBTA to both memrane-bound and partially purified receptor occurred at a 13H]MBTA concentration of 1.2pM. The specificity and extent of labelling increased with purification. However, with both membranebound and partially purified preparations of the acetylcholine receptor it was found that the values for maximum [3H]MBTA and aBgtx binding were almost identical, thus suggesting a 1 : 1 ratio of aBgtx-/MBTA-binding sites (see Fig. 1 ). This differs from the 2:l ratio commonly observed for the electroplax nAChR (Weill et al., 1974) but is similar to the ratio obtained after alkylation by bromoacetylcholine of reduced AChRs from both electroplax and cat muscle (Barnard et al., 1980) . Samples of the receptor were labelled with [)H]MBTA for analysis by sodium dodecyl sulphate/polyacrylamide-gel electrophoresis. Partially purified samples were labelled using the slow method of Karlin & Cowburn (1973) and the membrane-bound receptor labelled using the method of Barrantes et al. (1975) . Two major peaks of radioactivity have been demonstrated corresponding to peptides of mol. wts. approx. 40000 and 20000.
These results add support to the suggestion that the aBgtx binding component found in housefly heads is a nicotinic acetylcholine receptor.
